
Huang et al. Nanoscale Research Letters 2013, 8:267
http://www.nanoscalereslett.com/content/8/1/267
NANO EXPRESS Open Access
Delivery of small interfering RNAs in human cervical
cancer cells by polyethylenimine-functionalized
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Abstract

Carbon nanotubes are capable of penetrating the cell membrane and are widely considered as potential carriers
for gene or drug delivery. Because the C-C and C=C bonds in carbon nanotubes are nonpolar, functionalization is
required for carbon nanotubes to interact with genes or drugs as well as to improve their biocompatibility. In
this study, polyethylenimine (PEI)-functionalized single-wall (PEI-NH-SWNTs) and multiwall carbon nanotubes
(PEI-NH-MWNTs) were produced by direct amination method. PEI functionalization increased the positive charge
on the surface of SWNTs and MWNTs, allowing carbon nanotubes to interact electrostatically with the negatively
charged small interfering RNAs (siRNAs) and to serve as nonviral gene delivery reagents. PEI-NH-MWNTs and
PEI-NH-SWNTs had a better solubility in water than pristine carbon nanotubes, and further removal of large
aggregates by centrifugation produced a stable suspension of reduced particle size and improved homogeneity
and dispersity. The amount of grafted PEI estimated by thermogravimetric analysis was 5.08% (w/w) and 5.28%
(w/w) for PEI-NH-SWNTs and PEI-NH-MWNTs, respectively. For the assessment of cytotoxicity, various
concentrations of PEI-NH-SWNTs and PEI-NH-MWNTs were incubated with human cervical cancer cells, HeLa-S3,
for 48 h. PEI-NH-SWNTs and PEI-NH-MWNTs induced cell deaths in a dose-dependent manner but were less
cytotoxic compared to pure PEI. As determined by electrophoretic mobility shift assay, siRNAs directed against
glyceraldehyde-3-phosphate dehydrogenase (siGAPDH) were completely associated with PEI-NH-SWNTs or
PEI-NH-MWNTs at a PEI-NH-SWNT/siGAPDH or PEI-NH-MWNT/siGAPDH mass ratio of 80:1 or 160:1, respectively.
Furthermore, PEI-NH-SWNTs and PEI-NH-MWNTs successfully delivered siGAPDH into HeLa-S3 cells at PEI-NH-SWNT/
siGAPDH and PEI-NH-MWNT/siGAPDH mass ratios of 1:1 to 20:1, resulting in suppression of the mRNA level of GAPDH
to an extent similar to that of DharmaFECT, a common transfection reagent for siRNAs. Our results indicate that the
PEI-NH-SWNTs and PEI-NH-MWNTs produced in this study are capable of delivering siRNAs into HeLa-S3 cells to
suppress gene expression and may therefore be considered as novel nonviral gene delivery reagents.
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Background
Carbon nanotubes (CNTs) are cylindrical structures
formed by graphite sheets with a diameter in the nano-
meter range and tens to hundreds of micrometers in
length [1]. They can be categorized into single-wall carbon
nanotubes (SWNTs) and multiwall carbon nanotubes
(MWNTs), according to the number of concentric layers
of graphite sheets.
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Carbon nanotubes are being extensively studied as car-
riers for gene or drug delivery [2-5]. In order to provide
functional groups for the binding of plasmid DNAs,
small interfering RNAs (siRNAs), or chemical compounds
and to reduce the potential toxicity of pristine carbon
nanotubes, functionalization of carbon nanotubes is ne-
cessary for their biomedical applications [6-10]. After
complexed with nucleotides or chemicals through either
covalent or noncovalent binding, functionalized carbon
nanotubes may then enter cells by endocytosis [3,11,12] or
by penetrating directly through the cell membrane
[13-15].
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To serve as carriers for nonviral gene delivery, as op-
posed to viral transfection which applies viral vectors to
achieve high transfection efficiency, carbon nanotubes
are often functionalized with cationic molecules or poly-
mers in order to interact electrostatically with negatively
charged siRNAs or plasmid DNAs [7,9,16-19]. SWNTs
and MWNTs chemically modified with amino groups
were capable of delivering plasmid DNAs into A549,
HeLa, and CHO cell lines [18,19]. MWNTs functional-
ized with polycationic dendron may enhance siRNA de-
livery and gene silencing in vitro [9]. Furthermore,
positively charged SWNTs in complex with telomerase
reverse transcriptase siRNAs were shown to suppress
tumor growth in animal studies [17]. Intratumoral ad-
ministration of cytotoxic siRNAs delivered by amino-
functionalized MWNTs successfully suppressed tumor
volume in animal models of human lung cancer [20].
Polyethylenimine (PEI), a cationic polymer synthesized

in linear or branched form with various molecular
weights, is used in several studies to provide a high
density of cations on the surface of carbon nanotubes
[21,22]. It was shown that PEI-grafted MWNTs improve
the expression of plasmid DNA in human embryonic
kidney (HEK 293) and human lung epithelial (A549)
cells [22,23]. Shortened MWNTs of 200 nm in length
covalently modified with branched PEI of low molecular
weight (600 Da) deliver siRNAs with higher efficacy than
a lipid vehicle [21]. Successful delivery of siRNA to hu-
man prostate cancer PC-3 cells by PEI-functionalized
SWNTs was also reported [24]. Moreover, PEI-modified
SWNTs were shown to provide the substrate for neurite
outgrowth and branching [25].
Despite extensive applications, PEI, itself a reagent for

nonviral transfection, is cytotoxic, and chemical modifi-
cation of PEI is required to improve its application as a
transfection reagent [23,26,27]. It is therefore expected
that functionalization of carbon nanotubes with PEI
would not only increase their biocompatibility but also
reduce the toxicity of PEI. Nevertheless, contradictory
conclusions on the toxicity and transfection efficiency of
PEI-functionalized carbon nanotubes compared to pure
PEI were presented in the literature [21,23,24,28]. In this
study, SWNTs and MWNTs were functionalized with
PEI for the delivery of siRNAs. The properties and effi-
ciencies of PEI-functionalized SWNTs and MWNTs as
nonviral transfection reagents were compared, and
whether the functionalization procedure reduces the
cytotoxicity of PEI was discussed.

Methods
Materials
SWNTs of 2 to 10 nm in diameter were purchased from
Sigma-Aldrich, St. Louis, MO, USA. MWNTs of 20 to
40 nm in diameter were produced by Seedchem
Company, Melbourne, Australia. Branched PEI with an
average MW of approximately 25,000 and an average Mn

of approximately 10,000 was manufactured by Sigma-
Aldrich.

PEI functionalization of carbon nanotubes
Carbon nanotubes were covalently modified with PEI by
following the direct amination procedure in the litera-
ture [29,30]. SWNTs or MWNTs (500 mg) were mixed
with 2.5 g PEI in 50 ml dimethylformamide. The mixture
was sonicated for 30 min and stirred at 50°C for 3 days,
followed by filtration through a 0.2-μm nylon membrane
(Millipore Co., Billerica, MA, USA). The resulting PEI-
functionalized carbon nanotubes (PEI-NH-CNTs) were
washed successively with 1 M HCl, 1 M NaOH, double-
distilled water (ddH2O), and methanol, and dried under
vacuum. PEI-NH-CNTs were then resuspended in
ddH2O at a concentration of 1 mg/ml, sonicated for 15
min, and centrifuged at 3,000 rpm for 30 min. The
supernatant was stored at 4°C and used in the following
studies.

Characterization of PEI-NH-CNTs
The difference in morphology between pristine and PEI-
functionalized carbon nanotubes was examined by trans-
mission electron microscopy (TEM; 2000FX, JEOL Ltd.,
Akishima, Tokyo, Japan) and scanning electron micros-
copy (SEM; JSM-6500F). Fourier transform infrared
(FTIR) spectra of pristine and PEI-functionalized carbon
nanotubes were obtained with a PerkinElmer (Branford,
CT, USA) Spectrum 100 FTIR spectrometer. The amount
of grafted PEI in PEI-NH-CNTs was determined by
thermogravimetric analysis (TGA) using a PerkinElmer
Pyris 1 TGA instrument under nitrogen atmosphere over
a temperature range from 50°C to 800°C at a heating rate
of 10°C/min. The particle size and zeta potential of PEI-
NH-CNTs were determined by dynamic light scattering
using Zetasizer Nano ZS system (Malvern Instruments,
Worcestershire, UK).

Electrophoretic mobility shift assay
Dharmacon siGENOME GAPD control siRNA (glyceral-
dehyde 3-phosphate dehydrogenase siRNA (siGAPDH))
was purchased from Thermo Fisher Scientific, Waltham,
MA, USA. The PEI-NH-CNT/siGAPDH complex was
formed by incubating 0 to 80 μg of PEI-NH-CNTs with
0.5 μg siGAPDH at various mass ratios (0:1 to 160:1) in
serum-free RPMI-1640 medium on ice for 1 h. The
complex was then mixed with SYBR Green I and re-
solved by 1% agarose gel. The gel was run for 45 min at
100 V and then photographed under ultraviolet light
using the Gel Catcher Model 1500 imaging system
(Taiwan Green Version Technology Ltd., New Taipei
City, Taiwan).



Figure 1 Suspension of PEI-NH-SWNTs and PEI-NH-MWNTs in water. PEI-NH-SWNTs (A) and PEI-NH-MWNTs (B) were solubilized in ddH2O at
a concentration of 1 mg/ml and sonicated for 15 min (left images). Large aggregates were removed by centrifugation at 3,000 rpm for 30 min to
obtain a more homogeneous suspension (right images).

Huang et al. Nanoscale Research Letters 2013, 8:267 Page 3 of 11
http://www.nanoscalereslett.com/content/8/1/267
Cell culture
Human cervical cancer cell line HeLa-S3 (ATCC CCL-2.2)
was purchased from the Bioresource Collection and Re-
search Center, Food Industry Research and Development
Institute, Hsinchu, Taiwan. HeLa-S3 cells were cultured at
37°C with 5% CO2 in Gibco Ham's F-12K medium (Life
Technologies, Carlsbad, CA, USA) supplemented with
10% Gibco Qualified Fetal Bovine Serum (Life
Figure 2 TEM images of pristine and PEI-functionalized carbon nanot
(C) was compared with that of PEI-NH-SWNTs (B) and PEI-NH-MWNTs (D) b
Technologies), 100 U/ml penicillin and 100 μg/mL strepto-
mycin. The medium was refreshed every 3 to 4 days.

Cell viability assay
Cell viability was determined by observation under phase
contrast microscopy as well as by the ability of viable cells
to reduce the yellow 3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide (MTT; Sigma-Aldrich) to
ubes. The surface morphology of pristine SWNTs (A) and MWNTs
y a JEOL 2000FX TEM. Bar 20 nm.



Figure 3 SEM images of pristine and PEI-functionalized carbon nanotubes. The surface morphology of pristine SWNTs (A) and MWNTs (C)
was compared with that of PEI-NH-SWNTs (B) and PEI-NH-MWNTs (D) by a JSM-6500F SEM. Bar 100 nm.
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purple formazan in the mitochondria. HeLa-S3 cells were
seeded at 5 × 104 cells/well in 24-well plates. After 48 h,
cells were treated with 0 to 100 μg/ml of PEI-NH-CNTs
in F-12K medium for another 48 h. Cells were fixed with
4% (w/v) paraformaldehyde for microscope observation.
For MTT assay, cells were incubated in freshly prepared 1
mg/ml of MTT in PBS for 2 h. After removal of the MTT
solution, dimethyl sulfoxide was added to dissolve the pur-
ple MTT formazan crystals. The absorbance of the
resulting solution was quantified spectrophotometrically
at 570 nm, using a reference wavelength of 630 nm.

siRNA transfection
HeLa-S3 cells were seeded at 2 × 105 cells/well in six-
well plates. After 24 h, PEI-NH-CNTs (0.5 to 10 μg)
was complexed with siGAPDH (0.5 μg) at various PEI-
NH-CNT/siGAPDH mass ratios (1:1 to 20:1) in serum-
free RPMI-1640 medium on ice for 1 h and then incu-
bated with HeLa-S3 cells for 48 h. The final siGAPDH
concentration was 30 nM. To serve as positive control, 0.5
μg siGAPDH was transfected by DharmaFECT Transfec-
tion Reagent (Thermo Fisher Scientific) according to the
manufacturer's instructions.

Real-time polymerase chain reaction
Total RNA was isolated from HeLa-S3 cells by TrizolW

Reagent (Life Technologies), and reverse transcription
was carried out using the Applied Biosystems High Cap-
acity cDNA Reverse Transcription Kit (Life Technolo-
gies) according to the manufacturer's instructions. The
cDNA was diluted to a final concentration of approxi-
mately 1 ng/μl and reacted with gene-specific primer
pairs and Applied Biosystems SYBR® Green PCR Master
Mix (Life Technologies) according to the manufacturer's
protocol. The primer sequences for GAPDH (NM_002046)
and β-actin (NM_001101) were designed by Origene
(Rockville, MD, USA). Primer specificity was confirmed
by Primer-BLAST developed at NCBI, and primer PCR
efficiency was validated to be close to 100%. Genes
of interest were detected and amplified by Applied
Biosystems 7300 Real-Time PCR System (Life Tech-
nologies) with the following conditions: 2 min at 50°C,
10 min at 95°C, and 40 cycles of amplification at 95°C
for 15 s and 60°C for 1 min, followed by melting curve
analysis. Amplicons were visualized with electrophoresis
on a 1.4% agarose gel to ensure the presence of a single
product. The mRNA level of each gene was analyzed by
the Applied Biosystems Sequence Detection Software
V1.2 (Life Technologies) and normalized to that of
GAPDH. Relative gene expression was calculated by the
comparative Ct (2−ΔΔct) method [31] and expressed as
fold changes (x-fold) relative to the control.
Statistical analysis
Statistical analysis was performed on data from at least
three independent experiments. Significant difference
relative to the control was tested using Student's t test.
Levels of significance of p < 0.05 and 0.01 were accepted
as significant and highly significant, respectively.



Figure 4 FTIR spectra of pristine and PEI-functionalized carbon
nanotubes. Pristine and PEI-functionalized carbon nanotubes were
analyzed by a PerkinElmer Spectrum 100 FTIR spectrometer, and the
spectra were compared with that of pure PEI.
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Results and discussion
Results
PEI-NH-CNT suspensions
PEI functionalization remarkably increased the degree of
dispersibility of SWNTs and MWNTs. After being dis-
persed in ddH2O at 1 mg/ml and sonicated for 15 min,
PEI-NH-MWNTs and PEI-NH-SWNTs can be solubi-
lized in water and maintained in suspension form for
over 6 months without further sonication (left images,
Figure 1A, B). Because agglomeration of carbon nanotubes
as a result of van der Waals' interaction tends to increase
cytotoxicity [32,33], PEI-NH-CNTs were subjected to
centrifugation to remove large aggregates, and the
supernatant gave a more homogeneous solution of
PEI-NH-CNTs for the following studies (right images,
Figure 1A, B).

Morphology of PEI-NH-CNTs
The morphology of PEI-NH-CNTs compared to pristine
CNTs was studied by SEM and TEM. The increase in
wall thickness of PEI-NH-MWNTs compared to pristine
MWNTs suggests that PEI was coated on the surface of
PEI-NH-MWNTs (Figures 2C, D and 3C, D). On the
other hand, the aggregates originally present in pristine
SWNTs were considered as amorphous carbon (Figure 3A),
but the dramatic increase in agglomerate structures on the
surface of PEI-NH-SWNTs resulted from PEI modification
(Figures 2A, B and 3A, B).

FTIR spectroscopy of PEI-NH-CNTs
Binding of PEI to SWNTs or MWNTs was analyzed by
FTIR spectroscopy. The characteristic peak at 3,360 cm−1

was assigned to N-H of PEI, which was present in PEI-
NH-SWNTs and PEI-NH-MWNTs, but not in pristine
SWNTs or MWNTs (Figure 4). The two major peaks at
2,990 and 2,930 cm−1 in pristine SWNTs and MWNTs
were contributed by sp2 and sp3 carbon atoms, respect-
ively [34], and were shifted to 2,920 and 2,850 cm−1 in
PEI-NH-SWNTs and PEI-NH-MWNTs. Finally, the band
at 1,650 cm−1 in the spectra of PEI-NH-SWNTs and PEI-
NH-MWNTs resulted from the bending of primary amine
groups (-NH2), which was incorporated into a broad band
at 1,580 cm−1 in PEI.

PEI content of PEI-NH-CNTs
The amount of PEI introduced to PEI-NH-CNTs during
the functionalization procedure was quantified by TGA.
Pure PEI degraded nearly completely at around 420°C
(Figure 5). Pristine MWNTs were thermally stable up to
approximately 600°C while SWNTs were relatively un-
stable, and weight loss was observed at temperatures
over 450°C (Figure 5). The additional weight loss of PEI-
NH-SWNTs and PEI-NH-MWNTs at 420°C compared
to pristine carbon nanotubes was correlated directly to
the mass of PEI conjugated on PEI-NH-CNTs. Conse-
quently, the mass attributed to PEI functionalization in
PEI-NH-SWNTs and PEI-NH-MWNTs was 5.08% (w/w)
and 5.28% (w/w), respectively.

Particle size of PEI-NH-CNTs
In order to deliver siRNAs into mammalian cells, PEI-
NH-CNTs must penetrate the cell membrane. The
particle size of PEI-NH-CNTs may therefore be an im-
portant factor in determining transfection efficiency.
The particle size of 5 to 100 μg/ml PEI-NH-SWNTs and
PEI-NH-MWNTs before and after removal of large ag-
gregates through centrifugation was analyzed by



Figure 5 TGA of pristine and PEI-functionalized carbon nanotubes. The amount of PEI introduced to PEI-NH-SWNTs (A) or PEI-NH-MWNTs
(B) during the functionalization procedure was quantified by the additional weight loss of PEI-NH-SWNTs and PEI-NH-MWNTs at 420°C compared
to pristine carbon nanotubes.
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dynamic light scattering (Figure 6). Although dynamic light
scattering is usually applied to determine the diameter dis-
tribution of spherical particles, it also facilitates the under-
standing of size distribution of dispersed carbon nanotubes
[35-38]. Prior to centrifugation, the average particle size of
5 μg/ml PEI-NH-SWNTs and PEI-NH-MWNTs was the
highest among the concentrations tested, due possibly
to the inhomogeneous nature of the suspension. After
centrifugation, the average particle size of 5 to 100 μg/
ml PEI-NH-SWNTs and PEI-NH-MWNTs in the
supernatant was 229 ± 8 to 291 ± 34 and 287 ± 8 to
Figure 6 Average particle size of PEI-NH-SWNTs and PEI-NH-MWNTs b
50, and 100 μg/ml of PEI-NH-SWNTs (A) or PEI-NH-MWNTs (B) before and a
by dynamic light scattering. Before centrifugation, PEI-NH-SWNTs or PEI-NH
sonicated for 15 min; after centrifugation, PEI-NH-SWNTs or PEI-NH-MWNTs
Error bars represent standard deviations (n ≥ 3). *p < 0.05 and **p < 0.01 c
concentration before centrifugation.
433 ± 102 nm, which were significantly lower than those
before centrifugation (Figure 6). In addition, when the par-
ticle size of different concentrations of PEI-NH-SWNTs
or PEI-NH-MWNTs was compared, no significant differ-
ence was observed. These results indicate that the centri-
fugation procedure effectively reduced the particle size
and increased the homogeneity of PEI-NH-CNTs.

Zeta potential of PEI-NH-CNTs
The zeta potential of 1 mg/ml pristine or PEI-grafted
carbon nanotubes at 25°C and neutral pH was
efore and after centrifugation. The average particle diameters of 5,
fter removal of large aggregates through centrifugation was analyzed
-MWNTs were solubilized in ddH2O at a concentration of 1 mg/ml and
were centrifuged at 3,000 rpm for 30 min to remove large aggregates.
ompared to PEI-NH-SWNTs or PEI-NH-MWNTs of the same



Figure 7 Zeta potential of pristine and PEI-functionalized
carbon nanotubes. The zeta potential of 1 mg/ml pristine or PEI-
grafted carbon nanotubes at 25°C and neutral pH was determined
by dynamic light scattering. Error bars represent standard deviations
(n ≥ 3). **p < 0.01 compared to PEI-NH-SWNTs.

Figure 9 Cytotoxicity of PEI-NH-SWNTs and PEI-NH-MWNTs
compared to PEI. Human cervical cancer cells HeLa-S3 were treated
with 0 to 100 μg/ml of PEI-NH-SWNTs, PEI-NH-MWNTs, or pure PEI
for 48 h. Cell viability was determined by MTT assay and expressed
as the percentage of the optical density at 570 nm of treated cells
relative to control cells. Error bars represent standard deviations
(n ≥ 3). Statistical significance was observed at all concentrations of
PEI-NH-SWNTs, PEI-NH-MWNTs, or pure PEI compared to the control
(0 μg/ml).
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determined through dynamic light scattering. The zeta
potential of pristine SWNTs and MWNTs was negative
(Figure 7), similar to those reported in the literature
[39,40]. As expected, PEI functionalization increases
the positive charge on the surface of PEI-NH-CNTs,
resulting in positive zeta potentials, which were higher in
PEI-NH-MWNTs compared to PEI-NH-SWNTs (Figure 7).
The stability of PEI-NH-CNT suspension may therefore be
maintained by electrostatic repulsion contributed by the
cationic PEI.
Binding of siRNAs to PEI-NH-CNTs
The siRNA binding capacity of PEI-NH-CNTs was stud-
ied by complexing PEI-NH-CNTs to a commercially
available positive control siRNAs against the housekeep-
ing gene GAPDH, followed by electrophoretic mobility
Figure 8 Binding capacity of PEI-NH-SWNTs and PEI-NH-MWNTs towa
panel) were complexed with a commercially available positive control siRN
dehydrogenase (siGAPDH) at various mass ratios, followed by EMSA.
shift assay (EMSA). The fluorescence dye SYBR Green I
intercalates with free siRNAs, resulting in a 22-bp fluor-
escent band under gel electrophoresis. Binding of PEI-
NH-CNTs to siRNAs resulted in reduced availability
of siRNAs for SYBR Green I intercalation, thus redu-
cing the fluorescence signal [18,20,21,28]. As shown in
Figure 8, there was a gradual decrease in fluorescence
intensity with increasing PEI-NH-CNT/siGAPDH
mass ratios. The migration of siGAPDH was com-
pletely inhibited when the mass ratios of PEI-
NH-SWNTs to siGAPDH and PEI-NH-MWNTs to
siGAPDH were 80:1 and 160:1, respectively (Figure 8).
These results indicate that both PEI-NH-SWNTs and
rds siRNAs. PEI-NH-SWNTs (upper panel) and PEI-NH-MWNTs (lower
A against the housekeeping gene glyceraldehyde 3-phosphate



Figure 10 Relative GAPDH mRNA expression of HeLa-S3 cells
transfected with PEI-NH-CNT/siGAPDH complexes. PEI-NH-SWNTs
or PEI-NH-MWNTs were complexed with siGAPDH at mass ratios of
1:1, 10:1, and 20:1 and incubated with HeLa-S3 cells to achieve a
final siGAPDH concentration of 30 nM. After 48 h, the mRNA level of
GAPDH was analyzed by quantitative PCR. The level of GAPDH gene
suppression was quantitated to evaluate the transfection efficiency
of PEI-NH-SWNTs and PEI-NH-MWNTs. Control, HeLa-S3 cells cultured
in growth medium for 48 h; DharmaFECT, HeLa-S3 cells transfected
with siGAPDH using DharmaFECT as transfection reagent. Error bars
represent standard deviations (n ≥ 3). *p < 0.05 and **p < 0.01
compared to the control; ##p < 0.01 compared to DharmaFECT.
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PEI-NH-MWNTs could bind and form a stable com-
plex with siRNAs.

Cytotoxicity of PEI-NH-CNTs
Human cervical cancer cells HeLa-S3 were treated
with various concentrations of PEI-NH-SWNTs or
PEI-NH-MWNTs for 48 h to examine their cytotox-
icity. Viability of HeLa-S3 cells decreased with in-
creasing concentrations of PEI-NH-CNTs (Figure 9).
The half-maximal inhibitory concentrations (IC50) of
PEI-NH-SWNTs and PEI-NH-MWNTs were 23.6 and
40.5 μg/ml, respectively. On the other hand, pure PEI
was relatively toxic, with an IC50 of 0.56 μg/ml. At a
concentration of 5 μg/ml, less than 2% of cells were vi-
able in the presence of PEI, while 70% to 80% of cells
were viable when incubated with PEI-NH-SWNTs or
PEI-NH-MWNTs (Figure 9). These results suggest
that PEI-NH-CNTs were less cytotoxic to HeLa-S3
cells compared to PEI.

Transfection of siRNAs by PEI-NH-CNTs
PEI-NH-CNTs were complexed with siGAPDH at mass
ratios of 1:1, 10:1, and 20:1 and incubated with HeLa-S3
cells to achieve a final siGAPDH concentration of 30 nM.
After 48 h, transfection efficiency of PEI-NH-CNTs
was evaluated by the mRNA level of GAPDH and was
compared with that of DharmaFECT. Transfection of
siGAPDH with DharmaFECT resulted in more than 50%
suppression of the mRNA level of GAPDH (Figure 10).
Delivery of siGAPDH by PEI-NH-SWNTs suppressed
GAPDH mRNA expression to 18%, 50%, and 62% of un-
treated control at PEI-NH-SWNT/siGAPDH ratios of 1:1,
10:1, and 20:1, respectively. On the other hand, GAPDH
gene expression was reduced to 55% to 75% of control
when siRNAs were delivered by PEI-NH-MWNTs. How-
ever, statistical significance (p < 0.01) was only observed at
PEI-NH-MWNT/siGAPDH ratio of 10:1 (Figure 10).
Compared to DharmaFECT, PEI-NH-SWNTs gave rise to
more significant suppression of GAPDH gene expression
at a PEI-NH-SWNT/siGAPDH mass ratio of 1:1. There
was no significant difference between the transfection
efficiency of PEI-NH-SWNTs and PEI-NH-MWNTs ex-
cept when the PEI-NH-CNT/siGAPDH ratio was 1:1
(Figure 10). These results suggest that PEI-NH-SWNTs
and PEI-NH-MWNTs successfully delivered siGAPDH
to HeLa-S3 cells and that the siRNA transfection effi-
ciency of PEI-NH-SWNTs and PEI-NH-MWNTs was
comparable to that of DharmaFECT.

Discussion
Previous studies have utilized a similar direct amination
procedure as in this report to produce PEI-grafted
MWNTs. Varkouhi et al. modified MWNTs of 9.5 nm in
diameter with 25-kDa branched PEI, while Foillard et al.
synthesized PEI-functionalized MWNTs with the less
cytotoxic 600-Da branched PEI [21,28]. In both studies,
MWNTs were shortened by ultrasonication prior to PEI
functionalization. This study applied direct amination
method to both SWNTs and MWNTs but without short-
ening the carbon nanotubes. PEI functionalization in-
creased the solubility of SWNTs and MWNTs in water as
well as their binding affinity for siRNAs. We removed lar-
ger aggregates of PEI-NH-SWNTs and PEI-NH-MWNTs
by centrifugation [21,28,41] to improve their dispersity
and homogeneity (Figure 1). After centrifugation, the
particle size of PEI-NH-SWNTs and PEI-NH-MWNTs
was decreased and was less affected by concentration
(Figure 6). Surface modification of carbon nanotubes by
PEI can be observed through TEM, SEM, and FTIR
spectroscopy (Figures 2, 3, and 4) as well as the dra-
matic change in zeta potentials (Figure 7), and the
amount of grafted PEI was estimated by TGA (Figure 5).
Although both PEI-NH-SWNTs and PEI-NH-MWNTs
caused HeLa-S3 cell deaths in a dose-dependent man-
ner, they were less cytotoxic compared to pure PEI
(Figure 9). PEI-NH-SWNTs and PEI-NH-MWNTs were
capable of binding siRNAs (Figure 8) and delivering
them into HeLa-S3 cells, resulting in suppression of the
mRNA level of GAPDH to an extent similar to that of
DharmaFECT, the commercial transfection reagent for
siRNAs (Figure 10).
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It was reported that the cytotoxicity of PEI-grafted
MWNTs is higher than 25-kDa PEI alone in human lung
cancer cells (H1299), suggesting that MWNTs enhance
the cytotoxicity of PEI [28]. Studies on Daphnia magna
also demonstrated that PEI coating increased MWNT
toxicity, which was associated with the size of PEI coat-
ing, but not the surface charge of PEI [42]. In contrast,
our results suggest that cell viability was higher in the
presence of PEI-NH-SWNTs and PEI-NH-MWNTs
compared to pure 25-kDa PEI (Figure 9). Liu et al. ap-
plied a different approach to obtain PEI-grafted MWNTs
but reached a similar conclusion to this study by demon-
strating that, at concentrations higher than 15 μg/ml,
25-kDa PEI alone is more toxic to 293, HepG2, and
COS7 cells compared to PEI-grafted MWNTs [23]. In
addition, Wang et al. indicated that PEI-functionalized
SWNTs exhibited no significant cytotoxicity to PC-3
cells at concentrations lower than 30 μg/ml but may lead
to an increase in apoptosis [24]. In addition to concen-
tration, cytotoxicity of carbon nanotubes is correlated
with the type of functionalization [43,44], the degree of
agglomeration [32,33], as well as nanotube length [45].
Pathways leading to carbon nanotube cytotoxicity were
mainly related to DNA damage and the induction of re-
active oxygen species [46]. Nevertheless, due to the
difference in the types and synthetic procedures of PEI-
functionalized carbon nanotubes between this and previ-
ous studies and the tolerance of various cells or tissues
to the nanomaterial, the cause of carbon nanotube cyto-
toxicity remains to be investigated.
Results from EMSA showed that at PEI-NH-SWNT/

siGAPDH and PEI-NH-MWNT/siGAPDH mass ratios
of 80:1 and 160:1, respectively, siGAPDH was completely
complexed with PEI-NH-CNTs (Figure 8). However,
suppression of GAPDH mRNA expression was observed
at relatively lower mass ratios of 1:1 to 1:20 (Figure 10).
Such discrepancy in the effective ratios of functionalized
carbon nanotubes to siRNAs or DNAs in EMSA and in
gene delivery is also presented in previous studies
[18,20,23]. Amino-functionalized MWNTs (MWNT-NH3

+)
is unable to completely retard the migration of siRNAs in
EMSA at a MWNT-NH3

+/siRNA mass ratio of 80:1, but
the cationic MWNTs successfully delayed tumor growth in
animal models when complexed with siRNAs at a mass ra-
tio of 8:1 [20]. These findings implicate that complete
binding of siRNAs by PEI-NH-CNTs may not be necessary
for a successful intracellular siRNA delivery. Increasing the
amount of PEI-NH-CNTs relative to siRNAs may provide
more stable complexes of PEI-NH-CNT/siRNA but may
possibly hinder the dissociation of siRNAs from PEI-NH-
CNTs once the complex enters the cytosol.
Carbon nanotubes are considered an efficient carrier

for nonviral gene delivery. Compared to viral vectors,
nonviral transfection reagents eliminate the possibility of
carcinogenesis and severe immune response caused by
viral vectors and provide a safer alternative for the clin-
ical application of gene therapy [47]. However, the effi-
ciency of nonviral transfection is relatively low
compared to viral transfection. We showed that the
siRNA transfection efficiency of both PEI-NH-SWNTs
and PEI-NH-MWNTs was comparable to the commer-
cially available DharmaFECT reagent (Figure 10). A
similar comparison of transfection efficiency with an-
other common transfection reagent was reported on
MWNTs functionalized with 600-Da PEI [21]. Never-
theless, Varkouhi et al. compared the transfection
efficiency of PEI-functionalized MWNTs with
Lipofectamine but found that PEI-functionalized
MWNTs were less effective in siRNA delivery [28]. Fur-
ther studies on in vivo siRNA transfection by PEI-
functionalized carbon nanotubes may be necessary to
elucidate their effectiveness in gene delivery.

Conclusions
This study demonstrated that effective carrier for siRNAs
can be achieved through direct amination of SWNTs and
MWNTs with 25-kDa branched PEI. The resulting PEI-NH
-SWNTs and PEI-NH-MWNTs complexed with siRNAs,
successfully delivered siRNAs into HeLa-S3 cells, and
exhibited transfection efficiency comparable to commercial
reagents. Modification of the PEI functionalization proced-
ure may be required to reduce the cytotoxicity of PEI-
NH-SWNTs and PEI-NH-MWNTs. Further investigation
on the in vivo transfection efficiency of PEI-NH-SWNTs
and PEI-NH-MWNTs is necessary to enhance their thera-
peutic potential in gene therapy.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
YPH and IJL carried out the experiments. YPH and MJL designed the study.
CCC, CCC, and YCH performed data analysis and statistical analysis. MJL
drafted and finalized the manuscript. All authors read and approved the final
manuscript.

Acknowledgments
This research is supported by the National Science Council, Taiwan (NSC101-
2314-B-309-001-MY3), the Academic Research Funds of Chang Jung Christian
University, Tainan, Taiwan, and E-Da Hospital, Kaohsiung, Taiwan. The authors
thank Dr. Hsu-Chiang Kuan for the helpful comments on this research and
support on TGA analysis and Dr. Yun-Ming Chang for his assistance in SEM
and TEM imaging.

Author details
1Department of Cosmetics and Fashion Styling, Cheng Shiu University,
Kaohsiung 83347, Taiwan. 2Department of Bioscience Technology, Chang
Jung Christian University, No. 1 Changda Rd., Gueiren District, Tainan City
71101, Taiwan. 3Department of Obstetrics and Gynecology, E-Da Hospital,
Kaohsiung 82445, Taiwan. 4Graduate Institute of Medical Sciences, Chang
Jung Christian University, Tainan 71101, Taiwan.

Received: 15 April 2013 Accepted: 27 May 2013
Published: 6 June 2013



Huang et al. Nanoscale Research Letters 2013, 8:267 Page 10 of 11
http://www.nanoscalereslett.com/content/8/1/267
References
1. Veetil JV, Ye K: Tailored carbon nanotubes for tissue engineering

applications. Biotechnol Prog 2009, 25:709–721.
2. Cai D, Mataraza JM, Qin ZH, Huang Z, Huang J, Chiles TC, Carnahan D,

Kempa K, Ren Z: Highly efficient molecular delivery into mammalian cells
using carbon nanotube spearing. Nat Methods 2005, 2:449–454.

3. Jin H, Heller DA, Strano MS: Single-particle tracking of endocytosis and
exocytosis of single-walled carbon nanotubes in NIH-3T3 cells. Nano Lett
2008, 8:1577–1585.

4. Wang M, Yu S, Wang C, Kong J: Tracking the endocytic pathway of
recombinant protein toxin delivered by multiwalled carbon nanotubes.
ACS Nano 2010, 4:6483–6490.

5. Bhirde AA, Patel V, Gavard J, Zhang G, Sousa AA, Masedunskas A, Leapman
RD, Weigert R, Gutkind JS, Rusling JF: Targeted killing of cancer cells
in vivo and in vitro with EGF-directed carbon nanotube-based drug
delivery. ACS Nano 2009, 3:307–316.

6. Prato M, Kostarelos K, Bianco A: Functionalized carbon nanotubes in drug
design and discovery. Acc Chem Res 2008, 41:60–68.

7. Krajcik R, Jung A, Hirsch A, Neuhuber W, Zolk O: Functionalization of
carbon nanotubes enables non-covalent binding and intracellular
delivery of small interfering RNA for efficient knock-down of genes.
Biochem Biophys Res Commun 2008, 369:595–602.

8. Cheung W, Pontoriero F, Taratula O, Chen AM, He H: DNA and carbon
nanotubes as medicine. Adv Drug Deliv Rev 2010, 62:633–649.

9. Al-Jamal KT, Toma FM, Yilmazer A, Ali-Boucetta H, Nunes A, Herrero MA,
Tian B, Eddaoui A, Al-Jamal WT, Bianco A, Prato M, Kostarelo K: Enhanced
cellular internalization and gene silencing with a series of cationic
dendron-multiwalled carbon nanotube: siRNA complexes. FASEB J 2010,
24:4354–4365.

10. Bianco A, Hoebeke J, Kostarelos K, Prato M, Partidos CD: Carbon nanotubes:
on the road to deliver. Curr Drug Deliv 2005, 2:253–259.

11. Yaron PN, Holt BD, Short PA, Losche M, Islam MF, Dahl KN: Single wall
carbon nanotubes enter cells by endocytosis and not membrane
penetration. J Nanobiotechnology 2011, 9:45.

12. Shi Kam NW, Jessop TC, Wender PA, Dai H: Nanotube molecular
transporters: internalization of carbon nanotube-protein conjugates into
mammalian cells. J Am Chem Soc 2004, 126:6850–6851.

13. Pantarotto D, Briand JP, Prato M, Bianco A: Translocation of bioactive
peptides across cell membranes by carbon nanotubes. Chem Commun
(Camb) 2004. doi:10.1039/B311254C.

14. Bianco A, Kostarelos K, Partidos CD, Prato M: Biomedical applications of
functionalised carbon nanotubes. Chem Commun (Camb) 2005.
doi:10.1039/B410943K.

15. Kostarelos K, Lacerda L, Pastorin G, Wu W, Wieckowski S, Luangsivilay J,
Godefroy S, Pantarotto D, Briand JP, Muller S, Prato M, Bianco A: Cellular
uptake of functionalized carbon nanotubes is independent of functional
group and cell type. Nat Nanotechnol 2007, 2:108–113.

16. Herrero MA, Toma FM, Al-Jamal KT, Kostarelos K, Bianco A, Da Ros T, Bano F,
Casalis L, Scoles G, Prato M: Synthesis and characterization of a carbon
nanotube-dendron series for efficient siRNA delivery. J Am Chem Soc
2009, 131:9843–9848.

17. Zhang Z, Yang X, Zhang Y, Zeng B, Wang S, Zhu T, Roden RB, Chen Y, Yang
R: Delivery of telomerase reverse transcriptase small interfering RNA in
complex with positively charged single-walled carbon nanotubes
suppresses tumor growth. Clin Cancer Res 2006, 12:4933–4939.

18. Singh R, Pantarotto D, McCarthy D, Chaloin O, Hoebeke J, Partidos CD,
Briand JP, Prato M, Bianco A, Kostarelos K: Binding and condensation of
plasmid DNA onto functionalized carbon nanotubes: toward the
construction of nanotube-based gene delivery vectors. J Am Chem Soc
2005, 127:4388–4396.

19. Pantarotto D, Singh R, McCarthy D, Erhardt M, Briand JP, Prato M, Kostarelos
K, Bianco A: Functionalized carbon nanotubes for plasmid DNA gene
delivery. Angew Chem Int Ed Engl 2004, 43:5242–5246.

20. Podesta JE, Al-Jamal KT, Herrero MA, Tian B, Ali-Boucetta H, Hegde V, Bianco
A, Prato M, Kostarelos K: Antitumor activity and prolonged survival by
carbon-nanotube-mediated therapeutic siRNA silencing in a human lung
xenograft model. Small 2009, 5:1176–1185.

21. Foillard S, Zuber G, Doris E: Polyethylenimine-carbon nanotube
nanohybrids for siRNA-mediated gene silencing at cellular level.
Nanoscale 2011, 3:1461–1464.
22. Nunes A, Amsharov N, Guo C, Van den Bossche J, Santhosh P, Karachalios
TK, Nitodas SF, Burghard M, Kostarelos K, Al-Jamal KT: Hybrid polymer-
grafted multiwalled carbon nanotubes for in vitro gene delivery. Small
2010, 6:2281–2291.

23. Liu Y, Wu DC, Zhang WD, Jiang X, He CB, Chung TS, Goh SH, Leong KW:
Polyethylenimine-grafted multiwalled carbon nanotubes for secure
noncovalent immobilization and efficient delivery of DNA. Angew Chem
Int Ed Engl 2005, 44:4782–4785.

24. Wang L, Shi J, Zhang H, Li H, Gao Y, Wang Z, Wang H, Li L, Zhang C, Chen
C, Zhang Z, Zhang Y: Synergistic anticancer effect of RNAi and
photothermal therapy mediated by functionalized single-walled carbon
nanotubes. Biomaterials 2013, 34:262–274.

25. Hu H, Ni Y, Mandal SK, Montana V, Zhao B, Haddon RC, Parpura V:
Polyethyleneimine functionalized single-walled carbon nanotubes as a
substrate for neuronal growth. J Phys Chem B 2005, 109:4285–4289.

26. Hashemi M, Parhiz BH, Hatefi A, Ramezani M: Modified polyethyleneimine
with histidine-lysine short peptides as gene carrier. Cancer Gene Ther
2011, 18:12–19.

27. Zintchenko A, Philipp A, Dehshahri A, Wagner E: Simple modifications of
branched PEI lead to highly efficient siRNA carriers with low toxicity.
Bioconjug Chem 2008, 19:1448–1455.

28. Varkouhi AK, Foillard S, Lammers T, Schiffelers RM, Doris E, Hennink WE,
Storm G: SiRNA delivery with functionalized carbon nanotubes. Int J
Pharm 2011, 416:419–425.

29. Liao KS, Wan A, Batteas JD, Bergbreiter DE: Superhydrophobic surfaces
formed using layer-by-layer self-assembly with aminated multiwall
carbon nanotubes. Langmuir 2008, 24:4245–4253.

30. Basiuk EV, Monroy-Peláez M, Puente-Lee I, Basiuk VA: Direct solvent-free
amination of closed-cap carbon nanotubes: a link to fullerene chemistry.
Nano Lett 2004, 4:863–866.

31. Livak KJ, Schmittgen TD: Analysis of relative gene expression data using
real-time quantitative PCR and the 2(−Delta Delta C(T)) method. Methods
2001, 25:402–408.

32. Coccini T, Roda E, Sarigiannis DA, Mustarelli P, Quartarone E, Profumo A,
Manzo L: Effects of water-soluble functionalized multi-walled carbon
nanotubes examined by different cytotoxicity methods in human
astrocyte D384 and lung A549 cells. Toxicology 2010, 269:41–53.

33. Wick P, Manser P, Limbach LK, Dettlaff-Weglikowska U, Krumeich F, Roth S,
Stark WJ, Bruinink A: The degree and kind of agglomeration affect carbon
nanotube cytotoxicity. Toxicol Lett 2007, 168:121–131.

34. Suryavanshi UB, Bhosale CH: Bimetallic and trimetallic catalyzed carbon
nanotubes for aqueous H2, Cl2 fuel cell electrodes. J Alloys Compd 2009,
476:697–704.

35. Moon YK, Lee J, Lee JK, Kim TK, Kim SH: Synthesis of length-controlled
aerosol carbon nanotubes and their dispersion stability in aqueous
solution. Langmuir 2009, 25:1739–1743.

36. Smith B, Wepasnick K, Schrote KE, Bertele AR, Ball WP, O'Melia C, Fairbrother
DH: Colloidal properties of aqueous suspensions of acid-treated, multi-
walled carbon nanotubes. Environ Sci Technol 2009, 43:819–825.

37. Lee JY, Kim JS, An KH, Lee K, Kim DY, Bae DJ, Lee YH: Electrophoretic and
dynamic light scattering in evaluating dispersion and size distribution of
single-walled carbon nanotubes. J Nanosci Nanotechnol 2005,
5:1045–1049.

38. Cheng X, Zhong J, Meng J, Yang M, Jia F, Xu Z, Kong H, Xu H:
Characterization of multiwalled carbon nanotubes dispersing in water
and association with biological effects. Journal of Nanomaterials 2011.
doi:10.1155/2011/938491.

39. Cheng X, Zhong J, Meng J, Yang M, Jia F, Xu Z, Kong H, Xu H:
Characterization of multiwalled carbon nanotubes dispersing in water
and association with biological effects. J Nanomater 2011, 2011:938491.

40. Hu H, Yu A, Kim E, Zhao B, Itkis ME, Bekyarova E, Haddon RC: Influence of
the zeta potential on the dispersibility and purification of single-walled
carbon nanotubes. J Phys Chem B 2005, 109:11520–11524.

41. Liu Z, Winters M, Holodniy M, Dai H: siRNA delivery into human T cells
and primary cells with carbon-nanotube transporters. Angew Chem Int Ed
Engl 2007, 46:2023–2027.

42. Petersen EJ, Pinto RA, Mai DJ, Landrum PF, Weber WJ Jr: Influence of
polyethyleneimine graftings of multi-walled carbon nanotubes on their
accumulation and elimination by and toxicity to Daphnia magna. Environ
Sci Technol 2011, 45:1133–1138.

http://dx.doi.org/10.1039/B311254C
http://dx.doi.org/10.1039/B410943K
http://dx.doi.org/10.1155/2011/938491


Huang et al. Nanoscale Research Letters 2013, 8:267 Page 11 of 11
http://www.nanoscalereslett.com/content/8/1/267
43. Bottini M, Bruckner S, Nika K, Bottini N, Bellucci S, Magrini A, Bergamaschi A,
Mustelin T: Multi-walled carbon nanotubes induce T lymphocyte
apoptosis. Toxicol Lett 2006, 160:121–126.

44. Sayes CM, Liang F, Hudson JL, Mendez J, Guo W, Beach JM, Moore VC,
Doyle CD, West JL, Billups WE, Ausman KD, Colvin VL: Functionalization
density dependence of single-walled carbon nanotubes cytotoxicity
in vitro. Toxicol Lett 2006, 161:135–142.

45. Liu D, Wang L, Wang Z, Cuschieri A: Different cellular response
mechanisms contribute to the length-dependent cytotoxicity of multi-
walled carbon nanotubes. Nanoscale Res Lett 2012, 7:361.

46. Firme CP III, Bandaru PR: Toxicity issues in the application of carbon
nanotubes to biological systems. Nanomedicine 2010, 6:245–256.

47. Glover DJ, Lipps HJ, Jans DA: Towards safe, non-viral therapeutic gene
expression in humans. Nat Rev Genet 2005, 6:299–310.

doi:10.1186/1556-276X-8-267
Cite this article as: Huang et al.: Delivery of small interfering RNAs in human
cervical cancer cells by polyethylenimine-functionalized carbon
nanotubes. Nanoscale Research Letters 2013 8:267.
Submit your manuscript to a 
journal and benefi t from:

7 Convenient online submission

7 Rigorous peer review

7 Immediate publication on acceptance

7 Open access: articles freely available online

7 High visibility within the fi eld

7 Retaining the copyright to your article

    Submit your next manuscript at 7 springeropen.com


	Abstract
	Background
	Methods
	Materials
	PEI functionalization of carbon nanotubes
	Characterization of PEI-NH-CNTs
	Electrophoretic mobility shift assay
	Cell culture
	Cell viability assay
	siRNA transfection
	Real-time polymerase chain reaction
	Statistical analysis

	Results and discussion
	Results
	PEI-NH-CNT suspensions

	Morphology of PEI-NH-CNTs
	FTIR spectroscopy of PEI-NH-CNTs
	PEI content of PEI-NH-CNTs
	Particle size of PEI-NH-CNTs
	Zeta potential of PEI-NH-CNTs
	Binding of siRNAs to PEI-NH-CNTs
	Cytotoxicity of PEI-NH-CNTs
	Transfection of siRNAs by PEI-NH-CNTs

	Discussion

	Conclusions
	Competing interests
	Authors’ contributions
	Acknowledgments
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


